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IMMUNOSUPPRESSION COMPOUND AND
TREATMENT METHOD

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application is a continuation of U.S. application Ser.
No. 12/267,437 filed Nov. 7, 2008 (allowed); which is a
continuation-in-part of U.S. application Ser. No. 11/595,161
filed Now. 8, 2006 (abandoned); which claims the benefit of
U.S. Provisional Application No. 60/735,000 filed Nov. 8§,
2005, and U.S. Provisional Application No. 60/799,976 filed
May 11, 2006, all of which are incorporated herein by
reference in their entirety.

STATEMENT REGARDING SEQUENCE
LISTING

The Sequence Listing associated with this application is
provided in text format in lieu of a paper copy, and is hereby
incorporated by reference into the specification. The name of
the text file containing the Sequence Listing is
120178 _440C3 _SEQUENCE _LISTING.txt. The text file
is 13.3 KB, was created on Mar. 3, 2015, and is being
submitted electronically via EFS-Web.

FIELD OF THE INVENTION

The present invention relates to methods and antisense
oligonucleotide analog compounds useful in suppressing an
immune response in a mammalian subject, for the treatment
and/or prevention of autoimmune conditions and transplan-
tation rejection.
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BACKGROUND OF THE INVENTION

Under normal circumstances, the immune system exhibits
immune tolerance (i.e. lack of immune responsiveness) to
self-antigens. Abnormalities in soft-tolerance lead to
immune responses against self and debilitating inflamma-
tory disorders commonly called autoimmune diseases.
These include rheumatoid arthritis, type I diabetes, systemic
lupus erythematosis, inflammatory bowel disease (e.g.,
Crohn’s disease), myasthenia gravis, multiple sclerosis,
among many others. Current therapy has variable success
and is fraught with risks of over-immunosuppression. There-
fore, there is a need for improved immunosuppressive
agents that are more effective in treating autoimmune dis-
orders. More effective immunomodulatory agents, particu-
larly those able to restore immunologic tolerance, would
therefore be of great benefit.

Transplantation is the current treatment of choice for
end-stage heart, kidney, and liver disease. Although
improved post-transplant immunosuppression has led to
excellent short-term allograft survival, acute rejection still
occurs and long-term results remain inadequate. Moreover,
sub-clinical rejection is still relatively frequent on protocol
biopsies and may contribute to chronic rejection. Finally,
current therapy requires life-long immunosuppression with
attendant risks of infection and malignancy.
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Therefore, there is a need for improved immunosuppres-
sive agent that are both more effective and more specific for
prevention of rejection (with less generalized immunosup-
pression and side-effects). The ideal therapy would consist
of a finite course of treatment that would induce specific
tolerance (lack of responsiveness) for the transplant, while
leaving the immune system intact to defend against other
threats. Achieving tolerance would reduce rejection,
increase long-term engraftment, and eliminate continuous
immunosuppression, thereby reducing morbidity, mortality,
and cost.

SUMMARY OF THE INVENTION

The invention includes, in one aspect, a composition for
suppressing an immune response in a subject, for the treat-
ment or prevention of an autoimmune condition. The com-
position includes (a) a pharmaceutically effective amount of
compound composed of (i) a morpholino antisense oligo-
nucleotide antisense compound composed of (i) a mor-
pholino antisense oligonucleotide having between 12 and 40
morpholino subunits and phosphorus-containing intersub-
unit linkages joining a morpholino nitrogen of one subunit
to a 5'-exocycklic carbon of an adjacent subunit and having
a targeting sequence that contains at least 12 contiguous
bases that are complementary to SEQ ID 22, the region of
SEQ ID NO: 1 targeted by one or more of the overlapping
sequences identified by SEQ ID NOS: 4-6, where the
oligonucleotide is capable of forming with pre-processed
CTLA-4 mRNA, a heteroduplex structure characterized by
a Tm of dissociation of at least 45° C.; and (b) a pharma-
ceutically acceptable carrier.

The morpholino subunits in the antisense oligonucleotide
may be joined by phosphorodiamidate linkages, in accor-
dance with the structure:

where Y,—O, Z—O, Pj is a purine or pyrimidine base-
pairing moiety effective to bind, by base-specific hydrogen
bonding, to a base in a polynucleotide, and X is an alkyl
amine of form the NR,, where R is methyl or H.

In one embodiment, at least 2 and no more than half of the
total number of intersubunit linkages in the antisense oli-
gonucleotide are positively charged at physiological pH, and
the morpholino subunits are joined by phosphorodiamidate
linkages, in accordance with the structure:
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4
where Y,—0, Z—O0O, Pj is a ovine or pyrimidine base-
pairing moiety effective to bind, by base-specific hydrogen
bonding, to a base in a polynucleotide, and X for the
uncharged linkages is an alkyl amine of the form NR,, where
each R is independently hydrogen or methyl, and for the
positively charged linkages, X is 1-piperazine.

The arginine-rich peptide in the compound has one of the
sequences identified as SEQ ID NOS:15-21. Exemplary
sequences are SEQ ID NOS:16 and 21.

The oligonucleotide may be contained within includes
one or more of the overlapping sequences identified as SEQ
ID NOS: 4-6. An exemplary oligonucleotide has the
sequence SEQ 1D NO: 4.

In another aspect, the invention includes a method of
inducing immunological tolerance in a subject, for the
prevention or treatment of an autoimmune condition. The
method includes administering to the subject, a pharmaceu-
tically effective amount of an antisense compound described
above, monitoring the subject by tests appropriate to the
condition being treated, and repeating the administering step
until improvement in the disorder is observed.

The antisense compound may be administered by a par-
enteral route, such as intravenous or intraperitoneal admin-
istration, in an amount between 5-250 mg compound/dose.

The oligonucleotide in the administered compound may
have a sequence contained in one or more of the overlapping
sequences identified as SEQ ID NOS: 4-6. The arginine-rich
peptide in the compound administered may have the
sequence identified by SEQ ID NOS: 15-21, e.g., SEQ ID
NOS: 16 or 21.

The method may be used for delaying the onset of Type-1
diabetes in a subject, wherein monitoring the subject in step
(b) includes measuring the blood sugar levels of the subject.

These and other objectives and features of the invention
full be more fully appreciated when the following detailed
description of the invention is read in conjunction with the
accompanying drawings.

BRIEF DESCRIPTION OF THE FIGURES

FIGS. 1A-1D show the repeating subunit segment of
several preferred morpholino oligonucleotides, designated A
through D, constructed using subunits having S-atom (A),
six-atom (B) and seven-atom (C-D) linking groups suitable
for forming polymers;

FIGS. 2A-2G show examples of uncharged linkage types
in oligonucleotide analogs. FIG. 2H shows an example of a
preferred cationic linkage group;

FIG. 3 shows full-length, ligand-independent,
secreted splice variant forms of CTLA-4;

FIGS. 4A-4C show alterations produced in CTLA-4
mRNA derived from B6 and NOD splenocytes after treat-
ment with PMOs targeting splice donor or splice acceptor
sequences;

FIG. 5 shows an examination of the alterations made to
the CTLA-4 mRNA sequence after treatment with splice
altering PMOs; SA2/SD2 is SEQ ID NO:24; CTLA-4 is
SEQ ID NOS:25 and 26; SD/SA3 is SEQ ID NO:27; and
090271 is SEQ ID NO:28;

FIG. 6 shows the expression of CD69, an early activation
marker, on mouse T cells after treatment with the muCTLA-
4SA2 splice altering PMO;

FIG. 7 shows the influence of CTLA-4 splice altering
PMOs on T cell proliferation;

FIG. 8 shows that splice alterations induced by CTLA-4
splice altering PMOs affect the adhesion activity of T cells;

and
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FIG. 9 shows the impact on the onset of diabetes, as
measured by elevated blood sugar, after treatment of NOD
mice with CTLA-4 splice-altering PMOs.

FIGS. 10A and 10B show the impact on the development
of elevated blood sugar levels after therapeutic treatment of
NOD mice with the muCTLA-4SA2 PMO.

FIG. 11 shows the synthetic steps to produce subunits
used to produce +PMO containing the (1-piperazino) phos-
phinylideneoxy cationic linkage as shown in FIG. 2H.

FIGS. 12A and 12C show antisense oligomers targeting
different regions surrounding the intron 1 exon 2 pre-mRNA
boundary of murine CTLA-4 (SEQ ID NO:29); where the
oligomers identified by numbers 4 and 5 correspond to SEQ
ID NOS: 23 and 11, respectively (12A); corresponding
antisense oligomers targeting different regions surrounding
the intron 1 exon 2 pre-mRNA boundary of human CTLA-4
(SEQ ID NO:30), identified by SEQ ID numbers (12B), and
gel electrophoretic bands of RNA isolated from cultured
NOD splenocytes treated with the various PPMOs from
FIG. 12A (12C).

FIGS. 13A and 13B show dose effects and target speci-
ficity of induced axon skipping in vitro.

FIG. 14 show in vivo detection of liCTLA-4 induced by
treatment with SA2 oligomer and SA2 oligomer plus
a-CD3.

DETAILED DESCRIPTION OF THE
INVENTION

1. Definitions

The terms below, as used herein, have the following
meanings, unless indicated otherwise.

The terms “CTLA-4 and “CD152” refer to the cytotoxic
T cell antigen-4, a molecule expressed primarily by T
lymphocytes that is involved in regulation of the immune
response and in the generation of immune tolerance (specific
non-responsiveness) in transplantation and autoimmunity.
The outcome of T cell activation is determined by signals
from the antigen receptor and opposing, costimulatory sig-
nals from CD28 and inhibitory signals from CTLA-4 that
are integrated by the T-cell in determining the response to
antigen.

The terms “immunosuppression” and “immunological
tolerance” refer to the formation of T cells that are condi-
tioned, using the methods and compositions of the invention,
to induce a T-cell response that suppresses antigen-specific
immunity.

The term “CTLA-4 mRNA isoforms” refer to the various
alternatively spliced mRNA species of the CTLA-4 gene
that either occur naturally or that are induced using the
compounds and methods of the invention.

The terms “antisense oligonucleotides,” “antisense oli-
gomer,” and “antisense compound” are used interchange-
ably and refer to a compound having a sequence of nucleo-
tide bases and a subunit-to-subunit backbone that allows the
antisense oligomer to hybridize to a target sequence in an
RNA by Watson-Crick base pairing, to form an RNA:
oligomer heteroduplex within the target sequence. The anti-
sense oligonucleotide includes a sequence of purine and
pyrimidine heterocyclic bases, supported by a backbone,
which are effective to hydrogen-bond to corresponding,
contiguous bases in a target nucleic acid sequence. The
backbone is composed of subunit backbone moieties sup-
porting the purine and pyrimidine heterocyclic bases at
positions that allow such hydrogen bonding. These back-
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bone moieties are cyclic moieties of 5 to 7 atoms in length,
linked together by phosphorous-containing linkages one to
three atoms long.

A “morpholino” oligonucleotide refers to a polymeric
molecule having a backbone which supports bases capable
ot hydrogen bonding to typical polynucleotides, wherein the
polymer lacks a pentose sugar backbone moiety, and more
specifically a ribose backbone linked by phosphodiester
bonds which is typical of nucleotides and nucleosides, but
instead contains a ring nitrogen with coupling through the
ring nitrogen. A preferred “morpholino” oligonucleotide is
composed of morpholino subunit structures of the form
shown in FIG. 1A-1D, where (i) the structures are linked
together by phosphorous-containing linkages, one to three
atoms long, joining the morpholino nitrogen of one subunit
to the 5' exocyclic carbon of an adjacent subunit, and (ii) Pi
and Pj are purine or pyrimidine base-pairing moieties effec-
tive to bind, by base-specific hydrogen bonding, to a base in
a polynucleotide. Exemplary structures for antisense oligo-
nucleotides for use in the invention include the morpholino
subunit types shown in FIGS. 1A-1D, with the uncharged,
phosphorous-containing linkages shown in FIGS. 1A-1D,
and more generally, the uncharged linkages 2A-2G.

As used herein, an oligonucleotide or antisense oligomer
“specifically hybridizes” to a target polynucleotide if the
oligomer hybridizes to the target under physiological con-
ditions, with a thermal melting point (Tm) substantially
greater than 37° C., preferably at least 45° C., and typically
50° C.-80° C. or higher. Such hybridization preferably
corresponds to stringent hybridization conditions, selected
to be about 10° C., and preferably about 50° C. lower than
the Tm for the specific sequence at a defined ionic strength
and pH. At a given ionic strength and pH, the Tm is the
temperature at which 50% of a target sequence hybridizes to
a complementary polynucleotide.

Polynucleotides are described as “complementary” to one
another when hybridization occurs in an antiparallel con-
figuration between two single-stranded polynucleotides. A
double-stranded polynucleotide can be “complementary” to
another polynucleotide, if hybridization can occur between
one of the strands of the first polynucleotide and the second.
Complementarity (the degree that one polynucleotide is
complementary with another) is quantifiable in terms of the
proportion of bases in opposing strands that are expected to
form hydrogen bonds with each other, according to gener-
ally accepted base-pairing rules. An antisense compound
may be complementary to a target region of a target tran-
script even if the two base sequences are not 100% comple-
mentary, for example if they are 80% complementary or
90% complementary, as long as the heteroduplex structure
formed between the compound and transcript has the desired
Tm stability, where the degree of complementarity required
for stable hybridization would depend on the total number of
bases involved, the ratio of G:C to A:T base matches, and
other factors known to those of skill in the art.

As used herein the term “analog” with reference to an
oligomer means a substance possessing both structural and
chemical properties similar to those of the reference oli-
gomer.

A substantially uncharged, phosphorus containing back-
bone in an oligonucleotide analog is one in which a majority
of the subunit linkages, e.g., between 50-100%, are
uncharged at physiological pH, and contain a single phos-
phorous atom. The analog contains between 12 and 40
subunits, typically about 15-25 subunits, and preferably
about 18 to 25 subunits. The analog may have exact
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sequence complementarity to the target sequence or near
complementarity, as defined above.

A “subunit” of an oligonucleotide analog refers to one
nucleotide (or nucleotide analog) unit of the analog. The
term may refer to the nucleotide unit with or without the
attached intersubunit linkage, although, when referring to a
“charged subunit”, the charge typically resides within the
intersubunit linkage (e.g. a phosphate or phosphorothioate
linkage).

A preferred morpholino oligomer is a phosphorodiami-
date-linked morpholino oligomer, referred to herein as a
PMO. Such oligomers are composed of morpholino subunit
structures such as shown in FIG. 2B, where X—NH2, NHR,
or NR2 (where R is lower alkyl, preferably methyl), Y—O,
and Z—O, and Pi and Pj are purine or pyrimidine base-
pairing moieties effective to bind, by base-specific hydrogen
bonding, to a base in a polynucleotide, as seen in FIG. 2G.
Also preferred are morpholino oligomers where the phos-
phordiamidate linkages are uncharged linkages as shown in
FIG. 2G interspersed with cationic linkages as shown in
FIG. 2H where, in FIG. 2B, X=1-piperazino. In another FIG.
2B embodiment, X=lower alkoxy, such as methoxy or
ethoxy, Y—NH or NR, where R is lower alkyl, and Z—O.

As used herein, a first sequence is an “antisense sequence”
or “targeting sequence” with respect to a second sequence or
“target sequence” if a polynucleotide whose sequence is the
first sequence specifically binds to, or specifically hybridizes
with, the second polynucleotide sequence under physiologi-
cal conditions.

As used herein, “effective amount™ relative to an antisense
oligomer refers to the amount of antisense oligomer admin-
istered to a subject, either as a single dose or as part of a
series of doses that is effective to inhibit expression of a
selected target nucleic acid sequence.

II. Antisense Compound for Targeting T Cells

A. Antisense Compound

Antisense oligomers for use in practicing the invention
preferably have the following properties: (1) a backbone that
is substantially uncharged, (2) the ability to hybridize with
the complementary sequence of a target RNA with high
affinity, that is a Tm substantially greater than 37° C.,
preferably at least 45° C., and typically greater than 50° C.,
e.g., 60° C.-80° C. or higher, (3) a subunit length of at least
8 bases, generally about 8-40 bases, preferably 12-25 bases,
and (4) nuclease resistance (Hudziak, Barofsky et al., 1996).
In addition, the antisense compound may have the capability
for active or facilitated transport as evidenced by (i) com-
petitive binding with a phosphorothioate antisense oligomer,
and/or (ii) the ability to transport a detectable reporter into
target cells.

Candidate antisense oligomers may be evaluated, accord-
ing to well known methods, for acute and chronic cellular
toxicity, such as the effect on protein and DNA synthesis as
measured via incorporation of 3H-leucine and 3H-thymi-
dine, respectively. In addition, various control oligonucle-
otides, e.g., control oligonucleotides such as sense, nonsense
or scrambled antisense sequences, or sequences containing
mismatched bases, in order to confirm the specificity of
binding of candidate antisense oligomers. The outcome of
such tests is important in discerning specific effects of
antisense inhibition of gene expression from indiscriminate
suppression. Accordingly, sequences may be modified as
needed to limit non-specific binding of antisense oligomers
to non-target nucleic acid sequences.

Heteroduplex Formation

The effectiveness of a given antisense oligomer molecule
in forming a heteroduplex with the target mRNA may be
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determined by screening methods known in the art. For
example, the oligomer is incubated in a cell culture con-
taining an mRNA preferentially expressed in activated lym-
phocytes, and the effect on the target mRNA is evaluated by
monitoring the presence or absence of (1) heteroduplex
formation with the target sequence and non-target sequences
using procedures known to those of skill in the art, (2) the
amount of the target mRNA expressed by activated lym-
phocytes, as determined by standard techniques such as
RT-PCR or Northern blot, (3) the amount of protein tran-
scribed from the target mRNA, as determined by standard
techniques such as ELISA or Western blotting. (See, for
example, (Pari, Field et al. 1995; Anderson, Fox et al. 1996).

For the purposes of the invention, a preferred test for the
effectiveness of the CTLLA-4 antisense oligomer is by mea-
suring CTLA-4 mRNA isoform expression in mature T cells
treated with the antisense CTLA-4 oligomer.

Uptake into Cells

A second test measures cell transport, by examining the
ability of the test compound to transport a labeled reporter,
e.g., a fluorescence reporter, into cells. The cells are incu-
bated in the presence of labeled test compound, added at a
final concentration between about 10-300 nM. After incu-
bation for 30-120 minutes, the cells are examined, e.g., by
microscopy or FACS analysis, for intracellular label. The
presence of significant intracellular label is evidence that the
test compound is transported by facilitated or active trans-
port.

In one embodiment of the invention, uptake into cells is
enhanced by administering the antisense compound in com-
bination with an arginine-rich peptide linked to the 5' or 3'
end of the antisense oligomer. The peptide is typically 8-16
amino acids and consists of a mixture of arginine, and other
amino acids including phenylalanine, cysteine, 6-amino-
hexanoic acid (Ahx) and beta-alanine (fAla) as discussed
further below. Exemplary arginine-rich peptides are listed as
SEQ ID NOs: 15-20.

RNAse Resistance

Two general mechanisms have been proposed to account
for inhibition of expression by antisense oligonucleotides
(Agrawal, Mayrand et al. 1990; Bonham, Brown et al. 1995;
Boudvillain, Guerin at al. 1997). In the first, a heteroduplex
formed between the oligonucleotide and the viral RNA acts
as a substrate for RNaseH, leading to cleavage of the RNA.
Oligonucleotides belonging, or proposed to belong, to this
class include phosphorothioates, phosphotriesters, and phos-
phodiesters (unmodified “natural” oligonucleotides). Such
compounds expose the RNA in an oligomer:RNA duplex
structure to hydrolysis by RNaseH, and therefore loss of
function.

A second class of oligonucleotide analogs, termed “‘steric
blockers™ or, alternatively, “RNaseH inactive” or “RNaseH
resistant”, have not been observed to act as a substrate for
RNaseH, and act by sterically blocking target RNA nucleo-
cytoplasmic transport, splicing, translation, or replication.
This class includes methylphosphonates (Toulme, Tinevez at
al. 1996), morpholino oligonucleotides, peptide nucleic
acids (PNA’s), certain 2'-O-allyl or 2'-O-alkyl modified
oligonucleotides (Bonham, Brown et al. 1995), and N3'JP5'
phosphoramidates (Ding, Grayaznov et al. 1996; Gee, Rob-
bins et al. 1998).

A test oligomer can be assayed for its RNaseH resistance
by forming an RNA:oligomer duplex with the test com-
pound, then incubating the duplex with RNaseH under a
standard assay conditions, as described (Stein, Foster et al.
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1997). After exposure to RNaseH, the presence or absence
of intact duplex can be monitored by gel electrophoresis or
mass spectrometry.

In Vivo Uptake

In accordance with another aspect of the invention, there
is provided a simple, rapid test for confirming that a given
antisense oligomer type provides the required characteristics
noted above, namely, high Tm, ability to be actively taken up
by the host cells, and substantial resistance to RNaseH. This
method is based on the discovery that a properly designed
antisense compound will form a stable heteroduplex with the
complementary portion of the CD86 preprocessed or pro-
cessed RNA target when administered to a mammalian
subject, and the heteroduplex subsequently appears in the
urine (or other body fluid). Details of this method are also
given in co-owned U.S. Pat. No. 6,385,351 for “Non-
Invasive Method for Detecting Target RNA,” the disclosure
of which is incorporated herein by reference.

Briefly, a test oligomer containing a backbone to be
evaluated, having a base sequence targeted against a known
RNA, is injected into a mammalian subject. The antisense
oligomer may be directed against any intracellular RNA,
including RNA encoded by a host gene. Several hours
(typically 8-72) after administration, the urine is assayed for
the presence of the antisense-RNA heteroduplex. If the
heteroduplex is detected, the backbone is suitable for use in
the antisense oligomers of the present invention.

The test oligomer may be labeled, e.g. by a fluorescent or
a radioactive tag, to facilitate subsequent analyses, if it is
appropriate for the mammalian subject. The assay can be in
any suitable solid-phase or fluid format. Generally, a solid-
phase assay involves first binding the heteroduplex analyte
to a solid-phase support, e.g., particles or a polymer or
test-strip substrate, and detecting the presence/amount of
heteroduplex bound. In a fluid-phase assay, the analyte
sample is typically pretreated to remove interfering sample
components. If the oligomer is labeled, the presence of the
heteroduplex is confirmed by detecting the label tags. For
non-labeled compounds, the heteroduplex may be detected
by immunoassay if in solid phase format or by mass spec-
troscopy or other known methods if in solution or suspen-
sion format.

Structural Features

As detailed above, the antisense oligomer has a base
sequence directed to a targeted portion of a cellular gene,
preferably the region at or adjacent to a splice site junction
of the CTLA-4 mRNA or preprocessed transcript. In addi-
tion, the oligomer is able to effectively inhibit expression of
the targeted gene when administered to a host cell, e.g. in a
mammalian subject. This requirement is met when the
oligomer compound (a) has the ability to be taken up by T
cells and (b) once taken up, form a duplex with the target
RNA with a Tm greater than about 45° C., preferably greater
than 50° C.

The ability to be taken up selectively by T cells requires,
in part, that the oligomer backbone be substantially
uncharged. The ability of the oligomer to form a stable
duplex with the target RNA will depend on the oligomer
backbone, the length and degree of complementarity of the
antisense oligomer with respect to the target, the ratio of G:C
to A:T base matches, and the positions of any mismatched
bases. The ability of the antisense oligomer to resist cellular
nucleases promotes survival and ultimate delivery of the
agent to the cell cytoplasm and/or nucleus.

Antisense oligonucleotides of 15-20 bases are generally
long enough to have one complementary sequence in the
mammalian genome. In addition, antisense compounds hav-

10

15

20

25

30

35

40

45

50

55

60

65

10

ing a length of at least 12, typically at least 15 nucleotides
in length hybridize well with their target mRNA. Due to
their hydrophobicity, antisense oligonucleotides tend to
interact well with phospholipid membranes, and it has been
suggested that following the interaction with the cellular
plasma membrane, oligonucleotides are actively transported
into living cells (Lake, Stein et al., 1989; Yakubov, Deeva at
al. 1989; Anderson, Xiong et al., 1999).

Oligomers as long as 40 bases may be suitable, where at
least a minimum number of bases, e.g., 12 bases, are
complementary to the target sequence. In general, however,
facilitated or active uptake in cells is optimized at oligomer
lengths less than about 30, preferably less than 25. For PMO
oligomers, described further below, an optimum balance of
binding stability and uptake generally occurs at lengths of
15-22 bases.

Morpholino oligonucleotides, particularly phosphorami-
date- or phosphorodiamidate-linked morpholine oligonucle-
otides have been shown to have high binding affinities for
complementary or near-complementary nucleic acids. Mor-
pholino oligomers also exhibit little or no non-specific
antisense activity, afford good water solubility, are immune
to nucleases, and are designed to have low production costs
(Summerton and Weller 1997).

Morpholino oligonucleotides (including antisense oli-
gomers) are detailed, for example, in co-owned U.S. Pat.
Nos. 5,698,685, 5,217,866, 5,142,047, 5,034,506, 5,166,
315, 5,185,444, 5,521,063, and 5,506,337, all of which are
expressly incorporated by reference herein

In one preferred approach, antisense oligomers for use in
practicing the invention are composed of morpholino sub-
units of the form shown in the above cited patents, where (i)
the morpholino groups are linked together by uncharged
linkages, one to three atoms long, joining the morpholino
nitrogen of one subunit to the 5' exocyclic carbon of an
adjacent subunit, and (ii) the base attached to the morpholino
group is a purine or pyrimidine base-pairing moiety effective
to bind, by base-specific hydrogen bonding, to a base in a
polynucleotide. The purine or pyrimidine base-pairing moi-
ety is typically adenine, cytosine, guanine, uracil, thymine or
inosine. Preparation of such oligomers is described in detail
in U.S. Pat. No. 5,185,444 (Summerton et al., 1993), which
is hereby incorporated by reference in its entirety. As shown
in this reference, several types of nonionic linkages may be
used to construct a morpholino backbone.

The antisense activity of the oligomer may be enhanced
by using a mixture of uncharged and cationic phosphorodi-
amidate linkages as shown in FIGS. 2G and 2H. The total
number of cationic linkages in the oligomer can vary from
1 to 10, and be interspersed throughout the oligomer. Pref-
erably the number of charged linkages is at least 2 and no
more than half the total backbone linkages, e.g., between 2-8
positively charged linkages, and preferably each charged
linkages is separated along the backbone by at least one,
preferably at least two uncharged linkages. The antisense
activity of various oligomers can be measured in vitro by
fusing the oligomer target region to the 5' end a reporter gene
(e.g. firefly luciferase) and then measuring the inhibition of
translation of the fusion gene mRNA transcripts in cell free
translation assays. The inhibitory properties of oligomers
containing a mixture of uncharged and cationic linkages can
be enhanced between, approximately, five to 100 fold in cell
free translation assays.

Exemplary subunit structures for antisense oligonucle-
otides of the invention include the morpholino subunit types
shown in FIGS. 1A-D, each linked by an uncharged, phos-
phorous-containing subunit linkage, also shown in FIGS.
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1A-1D. In these figures, the X moiety pendant from the
phosphorous may be any of the following: fluorine; an alkyl
or substituted alkyl; an alkoxy or substituted alkoxy; a
thioalkoxy or substituted thioalkoxy; or, an unsubstituted,
monosubstituted, or disubstituted nitrogen, including cyclic
structures. Alkyl, alkoxy and thioalkoxy preferably include
1-6 carbon atoms, and more preferably 1-4 carbon atoms.
Monosubstituted or disubstituted nitrogen preferably refers
to lower alkyl substitution, and the cyclic structures are
preferably 5- to 7-membered nitrogen heterocycles option-
ally containing 1-2 additional heteroatoms selected from
oxygen, nitrogen, and sulfur. Z is sulfur or oxygen, and is
preferably oxygen.

FIG. 1A shows a phosphorous-containing linkage which
forms the five atom repeating-unit backbone shown in FIG.
1A, where the morpholino rings are linked by a 1-atom
phosphoamide linkage. Subunit B in FIG. 1B is designed for
6-atom repeating-unit backbones, as shown in FIG. 1B. In
FIG. 1B, the atom Y inking the 5' morpholino carbon to the
phosphorous group may be sulfur, nitrogen, carbon or,
preferably, oxygen. The X moiety pendant from the phos-
phorous may be any of the following; fluorine; an alkyl or
substituted alkyl; an alkoxy or substituted alkoxy; a thio-
alkoxy or substituted thioalkoxy; or, an unsubstituted,
monosubstituted, or disubstituted nitrogen, including cyclic
structures. Z is sulfur or oxygen, and is preferably oxygen.
Particularly preferred morpholino oligonucleotides include
those composed of morpholino subunit structures of the
form shown in FIG. 1B, where X is an amine or alkyl amine
of the form X—NR,, where R is independently H or CH,,
that is where X—NH,, X—NHCH; or X—N(CH;),, Y=—0,
and Z—O.

Subunits C-D in FIGS. 1C-D are designed for 7-atom
unit-length backbones as shown for structures in FIGS. 1C
and 1D. In Structure C, the X moiety is as in Structure B, and
the moiety Y may be methylene, sulfur, or preferably oxy-
gen. In Structure D, the X and Y moieties are as in Structure
B. In all subunits depicted in FIGS. 1 and 2, each Pi and Pj
is a purine or pyrimidine base-pairing moiety effective to
bind, by base-specific hydrogen bonding, to a base in a
polynucleotide, and is preferably selected from adenine,
cytosine, guanine, thymine, inosine and uracil.

As noted above, the substantially uncharged oligomer
may advantageously include a limited number of charged
backbone linkages. One example of a cationic charged
phosphordiamidate linkage is shown in FIG. 2H. This link-
age, in which the dimethylamino group shown in FIG. 2G is
replaced by a 1-piperazino group as shown in FIG. 2H, can
be substituted for any linkage(s) in the oligomer. By includ-
ing between two to eight such cationic linkages, and more
generally, at least two and no more than about half the total
number of linkages, interspersed along the backbone of the
otherwise uncharged oligomer, antisense activity can be
enhanced without a significant loss of specificity. The
charged linkages are preferably separated in the backbone
by at least 1 and preferably 2 or more uncharged linkages.

More generally, oligomers with uncharged backbones are
shown in FIGS. 2A-2G. Especially preferred is a substan-
tially uncharged morpholino oligomer such as illustrated by
the phosphorodiamidate morpholino oligomer (PMO)
shown in FIG. 2G. It will be appreciated that a substantially
uncharged backbone may include one or more, e.g., up to
10-20% of charged intersubunit linkages, typically nega-
tively charged phosphorous linkages. An example of a
cationic linkage is shown in FIG. 2H, wherein the nitrogen
pendant to the phosphate atom in the linkage of FIG. 2G is
replaced with a 1-piperazino structure. The method for
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synthesizing the 1-piperazino group linkages is described
below with respect to FIG. 11.

Antisense Sequence

In the methods of the invention, the antisense oligomer is
designed to hybridize to a region of the target nucleic acid
sequence, under physiological conditions with a Tm sub-
stantially greater than 37° C., e.g., at least 45° C. and
preferably 60° C.-80° C., wherein the target nucleic acid
sequence is a processed or preprocessed mRNA preferen-
tially expressed in T cells. The oligomer is designed to have
high-binding affinity to the target nucleic acid sequence and
may be 100% complementary thereto, or may include mis-
matches, e.g., to accommodate allelic variants, as long as the
heteroduplex formed between the oligomer and the target
nucleic acid sequence is sufficiently stable to withstand the
action of cellular nucleases and other modes of degradation
during its transit from cell to body fluid. Mismatches, if
present, are less destabilizing toward the end regions of the
hybrid duplex than in the middle. The number of mis-
matches allowed will depend on the length of the oligomer,
the percentage of G:C base pair in the duplex and the
position of the mismatch(es) in the duplex, according to well
understood principles of duplex stability.

Although such an antisense oligomer is not necessarily
100% complementary to a nucleic acid sequence that is
preferentially expressed in T cells, it is effective to stably
and specifically bind to the target sequence such that expres-
sion of the target sequence is modulated. The appropriate
length of the oligomer to allow stable, effective binding
combined with good specificity is about 8-40 nucleotide
base units, and preferably about 12-25 nucleotides. Oli-
gomer bases that allow degenerate base pairing with target
bases are also contemplated, assuming base-pair specificity
with the target is maintained.

The antisense compounds for use in practicing the inven-
tion can be synthesized by stepwise solid-phase synthesis,
employing methods detailed in the references cited above.
The sequence of subunit additions will be determined by the
selected base sequence. In some cases, it may be desirable
to add additional chemical moieties to the oligomer com-
pounds, e.g. to enhance the pharmacokinetics of the com-
pound or to facilitate capture or detection of the compound.
Such a moiety may be covalently attached, typically to the
5'- or 3'-end of the oligomer, according to standard synthesis
methods. For example, addition of a polyethyleneglycol
moiety or other hydrophilic polymer, e.g., one having
10-100 polymer subunits, may be useful in enhancing solu-
bility. One or more charged groups, e.g., anionic charged
groups such as an organic acid, may enhance cell uptake. A
reporter moiety, such as fluorescein or a radiolabeled group,
may be attached for purposes of detection.

Alternatively, the reporter label attached to the oligomer
may be a ligand, such as an antigen or biotin, capable of
binding a labeled antibody or streptavidin. In selecting a
moiety for attachment or modification of an oligomer anti-
sense, it is generally of course desirable to select chemical
compounds of groups that are biocompatible and likely to be
tolerated by cells in vitro or in vivo without undesirable side
effects.

B. Arginine-Rich Polypeptide Moiety

The use of arginine-rich peptide sequences conjugated to
uncharged antisense compounds, e.g., PMO, has been
shown to enhance cellular uptake in a variety of cells
(Wender, Mitchell et al. 2000; Moulton, Hase et al. 2003;
Moulton and Moulton 2003; Moulton, Nelson et al. 2004,
Nelson, Stein et al. 2005) (Iversen, Moulton et al. U.S.
Patent Application No. 60/466,703, now U.S. publication
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number 2004/0265879 A1, published Dec. 30, 2004, all of
which are incorporated herein by reference.

In one embodiment of the invention, the antisense com-
pound is covalently linked at its 3' or 5' end to an arginine
rich-peptide effective to enhance uptake of the compound
into T cells relative to uptake in the absence of the peptide.
The arginine-rich peptide is detailed in the above references
to Moulton et al., and described in U.S. publication number
2004/0265879 Al. Preferably, the peptide is composed of
d-amino acids, I-amino acids, non-natural amino acids or a
combination thereof. Exemplary arginine-rich peptides
include those identified by SEQ ID NOS: 15-21, of which
those identified as SEQ ID NOS: 16 and 21 are preferred.

The transport peptide may significantly enhance cell entry
of attached uncharged oligomer compounds, relative to
uptake of the compound in the absence of the attached
transport moiety. Uptake is preferably enhanced at least
twenty fold, and more preferably forty fold, relative to the
unconjugated compound.

A further benefit of the transport moiety is its expected
ability to stabilize a duplex between an antisense oligomer
and its target nucleic acid sequence, presumably by virtue of
electrostatic interaction between the positively charged
transport moiety and the negatively charged nucleic acid.
The number of charged subunits in the transporter is less
than 14, as noted above, and preferably between 4 and 11,
since too high a number of charged subunits may lead to a
reduction in sequence specificity.

The transport moiety may also lower the effective con-
centration of an antisense oligomer to achieve antisense
activity as measured in both tissue culture and cell-free
systems. Cell-free translation systems provide an indepen-
dent means to assess the enhanced effect of the transport
moiety on the antisense oligomers ability to bind to its target
and, through steric blocking, inhibit translation of down-
stream sequences.

III. Targeting and Antisense Sequences

Previous evidence suggests that CTLA-4 expression
could only be augmented by full-scale T cell activation and
initiation of the T cell into the cell cycle. The current
invention is based upon the finding that CTLA-4 activity can
be modulated in naive and activated T cells by manipulating
the relative ratios of specific spliced mRNA isoforms of the
CTLA-4 gene to increase immunosuppression and immu-
nologic tolerance. More specifically, it has been discovered
that administration of an antisense compound that targets the
splice region between intron-1 and exon-2 shifts the ratios of
CTLA-4 mRNAs and CTLA-4 proteins from full length to
ligand-independent forms, and that this shift is effective in
treating an autoimmune condition or transplantation rejec-
tion, and in reducing the risk of transplantation rejection, on
pretreating the subject prior to the transplantation operation.

FIG. 3 shows various splice variant isoforms of CTLA-4.
As seen, the CTLA gene has four exon, designated exons
1-4, with an intron separating each axon pair. The introns are
designated 1-3, where intron-1 is the intervening sequence
between exons 1 and 2, intron-2, between axons 2 and 3, and
intron-3, between axons 3 and 4. As shown, the full length
CTLA isoform is encoded by all four exons, requiring
excision of all three introns and preservation of all four
exons. A ligand-independent form is of CTLA-4 is formed
from axons 1, 3 and 4, requiring excision of intron 1 and
adjacent exon 2, and introns 3 and 4. A secreted form of
CTLA-4 is formed of exons 1, 2, and 4, requiring excision
of'intron 1, and a contiguous section of preprocessed mRNA
containing intron 2, exon 3 and intron 3.
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The antisense compound used in the method of the
invention, and contained in the compound of the invention,
has a base sequence that is complementary to at least 12
subunits that are complementary to SEQ ID NO: 1. An
exemplary target region is the region of SEQ ID NO: 1
targeted by one or more of the overlapping sequences
identified by SEQ ID NOS: 4-6. As seen in from the Table
1, and from FIG. 12B, this region of SEQ ID NO: 1 extends
from a 5' end region complementary to SEQ ID NO: 6to a
3'-end region complementary to SEQ ID NO: 4, and is
identified herein as SEQ ID NO: 22. Exemplary antisense
sequences targeting this region are those corresponding to
SEQ ID NOS: 4-6.

However, other regions of the CTLA-4 mRNA may be
targeted, including one or more of an initiator or promoter
site, a 3'-untranslated region, and a 5'-untranslated region.
Both spliced and unspliced, preprocessed RNA may serve as
the template for design of antisense oligomers for use in the
methods of the invention.

IV. Treating Transplantation Rejection and Autoimmune
Disorder

By manipulating the immune system’s normal mecha-
nism for the generation of immune tolerance to self antigens,
the present invention provides a method and composition
that alters the function and activity of T cells in a way that
is advantageous in the treatment of transplantation rejection
or autoimmune disorders, such as multiple sclerosis, lupis,
myathenia gravis, inflammatory bowel disease, rheumatoid
arthritis, and Type 1 diabetes.

By employing an antisense oligomer against CTLA-4
(e.g., SEQ ID NOS: 4-6), the present invention provides a
means to alter T cell activation in response to an antigen
presented by a mature dendritic cell. This allows the gen-
eration of a tolerized T cell population responding to trans-
planted tissue, when chronically activated as in an autoim-
mune condition, or by an immunogenic therapeutic protein.

The generation of tolerized, anergic T-cells using the
compounds and methods of the invention also provides a
long-lasting tolerance that has a variety of therapeutic
advantages.

A. CTLA-4 Splice-Altering Antisense Oligomers

Exemplary target and targeting sequences for the CD152
(CTLA-4) gene are listed below in Table 1 and Table 2,
respectively. The human CTLA-4 mRNA, splice junction
(sj), axon (ex), branch point (bp) and intron (in) target and
targeting sequences are noted with “hu” and derived from
Genbank Accession No. AF411058. The murine CTLA-4
(CD152) sequences are noted with “mu” and are derived
from Genbank Accession No. AF142145. The “/” symbol
indicates within the target sequences the intron 1/exon 2
splice site.

TABLE 1
Exemplary CTLA-4 Target Sequences
Net. SEQ
Oligomer TargetSequence (5' to 3') Sp. Range ID NO.
huCTLA-4SA28j GCATGAGTTCACTGAGTT hu 87108- 1
CCCTTTGGCTTTTCCATG 87207
CTAGCAATGCACGTGGCC
CAGCCTGCTGTGGTACTG
GCCAGCAGCCGAGGCATC
GCCAGCTTTG
huCTLA-4SA2ex CAATGCACGTGGCCCAGC hu 87148- 2
CTGCTGTGGTACTGGCCA 87207
GCAGCCGAGGCATCGCCA

GCTTTG
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TABLE 1-continued

Exemplary CTLA-4 Target Sedquences
Net. SEQ
Oligomer TargetSequence (5' to 3') Sp. Range ID NO.
huCTLA-4SA2in GCATGAGTTCACTGAGTT nu 87108- 3
CCCTTTGGCTTTTCCATG 87147
CTAG
huCTLA-4SA2s8j"' CTTTGGCTTTTCCATGCT hu 87127- 22
AG/CAATGCACGTGGCCC 87169
AGCCTGC
muCTLA-4SA2s] TCATGAGCCCACTAAGTG mu 4262- 8
CCCTTTGGACTTTCCATG 4361
TCAG/CCATACAGGTGAC
CCAACCTTCAGTGGTGTT
GGCTAGCAGCCATGGTGT
CGCCAGCTTTC
muCTLA-4SA2ex /CCATACAGGTGACCCAA mu 4302- 9
CCTTCAGTGGTGTTGGCT 4361
AGCAGCCATGGTGTCGCC
AGCTTTC
muCTLA-4SA2in TCATGAGCCCACTAAGTG mu 4262- 10
CCCTTTGGACTTTCCATG 4301
TCAG/
TABLE 2
ExemplaRy CTLA-4 Targeting Sequences
Oligamer SEQ
Target Sequence (5' to 3') Sp. ID NO.
huCTLA-4SA2ex GCA GGC TGG GCC ACG TGC hu 4
ATT G
huCTLA-4SA28j CAC GTG CAT TGC TAG CAT GG hu 5
huCTLA-4SA2in CTA GCA TGG AAA AGC CAA AG hu 6
huCTLA-4SA2bp GGA ACT CAG TGA ACT CAT GC hu 7
mMuCTLA-4SA2ex GGT TGG GTC ACC TGT ATG G mu 11
muCTLA4-SA2in CAT GGA AAG TCC AAA GGG C mu 23
mMuCTLA-4SA3 CCG GGC ATG GTT CTG GAT C mu 12
muCTLA-4SD2 GTA AGG CGG TGG GTA CAT G mu 13
muCTLA-4SD3 CAT CTT GCT CAA AGA AAC AG mu 14

B. Treatment Methods

In one aspect, the invention is directed to methods of
inducing immunological tolerance in vivo in a patient, by
administering to the patient a therapeutically effective
amount of a peptide-conjugated CTLLA-4 PMO pharmaceu-
tical composition, as described herein, e.g., a pharmaceutical
composition comprising an antisense oligomer complemen-
tary to a region of SEQ ID NO: 1, e.g., the region of SEQ
ID NO: 1 targeted by SEQ ID NOS: 4-6.

In one embodiment, a subject is in need of tolerized T
cells when responding to an allogeneic transplantation. In
this embodiment, a CTLLA-4 antisense compound is admin-
istered to the subject in a manner effective to result in
blocking the formation of activated T cells. Typically, the
patient is treated with the conjugate shortly before, e.g., a
few days before, receiving the transplant, then treated peri-
odically, e.g., once every 14 days, until immunological
tolerance is established. Immunological tolerance can be
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monitored during treatment by testing patient T cells for
reactivity with donor MHC antigens in a standard in vitro
test, as detailed below.

For the treatment of an autoimmune disorder, such as
multiple sclerosis, lupis, myathenia gravis, inflammatory
bowel disease, rheumatoid arthritis, and Type 1 diabetes (see
Example 3), the patient is given an initial single dose of the
CTLA-4 antisense conjugate, then additional doses on a
periodic basis, e.g., every 1-14 days, until improvement in
the disorder is observed. As above, development of immu-
nological tolerance can be monitored during treatment by
testing T cells from a blood sample for their ability to react
with a selected, relevant antigen in vitro. Alternatively, the
ability to treat or prevent the disease condition can be
monitored by testing for the status of the condition itself,
e.g., measuring blood glucose as a monitor of the state of
progression to Type-1 diabetes, as in Example 3. The
treatment may be repeated until a desired change in the
condition is observed.

It will be understood that in vivo administration of such
a CTLA4 antisense compound is dependent upon, (1) the
duration, dose and frequency of antisense administration,
and (2) the general condition of the subject. A suitable dose
can be approximated from animal model studies and
extrapolated to patient weight.

Typically, one or more doses of CTLA-4 antisense oli-
gomer are administered, generally at regular intervals for a
period of about one to two weeks. Preferred doses for oral
administration are from about 5 mg oligomer/patient to
about 250 mg oligomer/patient (based on an adult weight of
70 kg). In some cases, doses of greater than 250 mg
oligomer/patient may be necessary. For parenteral adminis-
tration, including intravenous, the preferred doses are from
about 5 mg oligomer/patient to about 200 mg oligomer/
patient (based on an adult weight of 70 kg).

The antisense agent is generally administered in an
amount sufficient to result in a peak blood concentration of
at least 200-400 nM antisense oligomer.

In general, the method comprises administering to a
subject, in a suitable pharmaceutical carrier, an amount of a
CTLA-4 morpholino antisense oligomer effective to alter
expression of CTLA-4 mRNA isoforms.

Effective delivery of an antisense oligomer to the target
nucleic acid is an important aspect of the methods described
herein. In accordance with the invention, such routes of
antisense oligomer delivery include, but are not limited to,
inhalation; transdermal delivery; various systemic routes,
including oral and parenteral routes, e.g., intravenous, sub-
cutaneous, intraperitoneal, or intramuscular delivery.

It is appreciated that any methods which are effective to
deliver a CTLA-4 PMO to the cells of an allogeneic trans-
plant or to introduce the agent into the bloodstream are also
contemplated.

In preferred applications of the method, the subject is a
human subject and the methods of the invention are appli-
cable to treatment of any condition wherein either promoting
immunological tolerance or enhancing immune activation
would be effective to result in an improved therapeutic
outcome for the subject under treatment.

It will be understood that an effective in vivo treatment
regimen using a CTLA-4 PMO in the methods of the
invention will vary according to the frequency and route of
administration as well as the condition of the subject under
treatment. Accordingly, such in vivo therapy will generally
require monitoring by tests appropriate to the condition
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being treated and a corresponding adjustment in the dose or
treatment regimen in order to achieve an optimal therapeutic
outcome.

C. Other Routes of Administration of CTLA-4 Antisense
Oligomers

Transdermal delivery of an antisense oligomer may be
accomplished by use of a pharmaceutically acceptable car-
rier. One example of morpholino oligomer delivery is
described in PCT patent application WO 97/40854, incor-
porated herein by reference.

In one preferred embodiment, the oligomer is an anti-
CTLA-4 morpholino oligomer, contained in a pharmaceu-
tically acceptable carrier, and delivered orally. In a further
aspect of this embodiment, the antisense oligomer is admin-
istered at regular intervals for a short time period, e.g., daily
for two weeks or less. However, in some cases the antisense
oligomer is administered intermittently over a longer period
of time.

It follows that a morpholino antisense oligonucleotide
composition may be administered in any convenient vehicle,
which is physiologically acceptable. Such an oligonucle-
otide composition may include any of a variety of standard
pharmaceutically accepted carriers employed by those of
ordinary skill in the art. Examples of such pharmaceutical
carriers include, but are not limited to, saline, phosphate
buffered saline (PBS), water, aqueous ethanol, emulsions
such as oil/water emulsions, triglyceride emulsions, wetting
agents, tablets and capsules. It will be understood that the
choice of suitable physiologically acceptable carrier will
vary dependent upon the chosen mode of administration.

In some instances liposomes may be employed to facili-
tate uptake of an antisense oligonucleotide into cells. (See,
e.g., Williams, 1996; Lappalainen, et al., 1994; Uhlmann, et
al., 1990; Gregoriadis, 1979.) Hydrogels may also be used as
vehicles for antisense oligomer administration, for example,
as described in WO 93/01286. Alternatively, an oligonucle-
otide may be administered in microspheres or micropar-
ticles. (See, e.g., Wu et al., 1987).

Sustained release compositions are also contemplated
within the scope of this application. These may include
semipermeable polymeric matrices in the form of shaped
articles such as films or microcapsules.

D. Monitoring Treatment

The efficacy of a given therapeutic regimen involving the
methods described herein, may be monitored, e.g., by con-
ventional FACS assays for the phenotype of cells in the
circulation of the subject under treatment or cells in culture.
Such analysis is useful to monitor changes in the numbers of
cells of various lineages, in particular, activated T and B
cells in response to an allogeneic transplant.

Phenotypic analysis is generally carried out using mono-
clonal antibodies specific to the cell type being analyzed.
The use of monoclonal antibodies in such phenotypic analy-
ses is routinely employed by those of skill in the art for
cellular analyses and monoclonal antibodies specific to
particular cell types are commercially available.

The CTLA-4 PMO treatment regimen may be adjusted
(dose, frequency, route, etc.), as indicated, based on the
results of the phenotypic and biological assays described
above.

From the foregoing, it will be appreciated how various
objects and features of the invention are met. The specific
blockade of activating T cells capable of rejecting trans-
planted tissues or involved in an autoimmune disorder is an
important therapy for numerous human diseases where
immunological tolerance is beneficial. The present invention
provides a method of specifically blocking the activation of
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these cells through the use of antisense oligomers designed
to inhibit CTLA-4 expression, or enhance expression of
specific CTLA-4 isoforms, during the stage of antigen-
specific activation and the generation of anergic, tolerized T
cells. Antisense CTLA-4 mediated suppression of either
chronically activated T cells (i.e. autoimmunity) or naive T
cells responding to alloantigens (transplantation) provides a
potent and specific therapeutic effect.

Additionally, this treatment method is long lived because
the immune system is unable to replenish antigen-specific T
cell clones once the precursor population is removed from
the T cell repertoire. In addition, by specifically targeting the
antisense CTLA-4 oligomer to activated T cells, naive T
cells would be unaffected, allowing for the patient to
respond normally to foreign antigens as soon as the therapy
is withdrawn. Moreover, the immune status of the patient
prior to the antisense CTLA-4 therapy (e.g. immunity pro-
vided by previous vaccinations or infections) would remain
intact.

EXAMPLES

The following examples are presented to further illustrate
and explain the present invention and should not be taken as
limiting in any regard. The examples provide evidence that
treatment with a particular CTL.A-4 splice altering PMO will
enhance the corresponding CTL.A-4 mRNA isoform expres-
sion in T cells. These effects appear specific, occurring
without upregulation of other activation markers.

A model has been established whereby murine spleno-
cytes or purified T cells can be treated with the CTL.A-4 slice
altering PMOs in vitro. A several-fold increase in CTLA-4
mRNA isoform levels is observed within 24 hours.

An in vivo animal model system using the non-obese
diabetic (NOD) mouse has also been used to investigate the
ability of the CTLA-4 splice altering PMOs to alter the
course of onset of type 1 diabetes (T1D). The NOD mouse
is a widely used animal model system for T1D. The com-
pounds of the invention (muCTLA-4SA2; SEQ ID NO:11)
are shown to delay onset of T1D in either a prophylactic or
therapeutic treatment regimen.

Materials and Methods

Phosphorodiamidate morpholino oligomers (PMO) are
water-soluble antisense molecules that inhibit or alter gene
expression by preventing translation or disrupting mRNA
splicing. Murine CTLA-4 antisense PMOs are based on the
genomic murine CTLA-4 sequence from GenBank (acces-
sion number AF142145) and synthesized by AVI BioPhar-
ma’s (Corvallis, Oreg.) chemistry group according to pre-
viously disclosed methods (Summerton and Weller 1997). A
hydrogen is conjugated on the 3' end to each PMO along
with the arginine-rich peptide PO07-(pip-PDA) (SEQ ID
NO:16) on the 5' end. Specific CTLA-4 sequences are as
follows: muCTLA-4AUG: 5' CCA AGA CAA GCC ATG
GCT GG 3' (SEQ ID NO:31); muCTLA-4SA3: 5' CCG
GGC ATG GIT CTG GAT C 3' (SEQ ID NO:12),
muCTLA-48A2ex: 5' GGT TGG GTC ACC TGT ATG G 3'
(SEQ ID NO:11); muCTLA-4SA2in: CAT GGA AAG TCC
AAA GGG C (SEQ ID NO:23); muCTLA-4SD2: 5' GTA
AGG CGG TGG GTA CAT G 3' (SEQ ID NO:13),
muCTLA-4SD3: 5' CAT CTT GCT CAAAGAAAC AG 3
(SEQ ID NO:14),

Preparation of Morpholino Oligomers Having Cationic
Linkages

A schematic of a synthetic pathway that can be used to
make morpholino subunits containing a (1 piperazino) phos-
phinylideneoxy linkage is shown in FIG. 11; further experi-
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mental detail for a representative synthesis is provided in
Materials and Methods, below. As shown in the Figure,
reaction of piperazine and trityl chloride gave trityl pipera-
zine (1a), which was isolated as the succinate salt. Reaction
with ethyl trifluoroacetate (1b) in the presence of a weak
base (such as diisopropylethylamine or DIEA) provided
1-trifluoroacetyl-4-trityl piperazine (2), which was immedi-
ately reacted with HCl to provide the salt (3) in good yield.
Introduction of the dichlorophosphoryl moiety was per-
formed with phosphorus oxychloride in toluene.

The acid chloride (4) is reacted with morpholino subunits
(moN), which may be prepared as described in U.S. Pat. No.
5,185,444 or in Summerton and Weller, 1997 (cited above),
to provide the activated subunits (5,6,7). Suitable protecting
groups are used for the nucleoside bases, where necessary;
for example, benzoyl for adenine and cytosine, isobutyryl
for guanine, and pivaloylmethyl for inosine. The subunits
containing the (1 piperazino) phosphinylideneoxy linkage
can be incorporated into the existing PMO synthesis proto-
col, as described, for example in Summerton and Weller
(1997), without modification.

Splenocyte Culturing

Spleens were collected in DME/High Glucose and 1%
FBS media. Using a cell strainer (VWR International, West
Chester, Pa.) the spleens were sieved into a cell suspension,
washed twice, and cultured in Mouse Complete Media
(RPMI, 10% FBS, 1% antibiotic, 2% 200 nM L-glutamine,
and 50 uM beta-mercapethanol).

Antisense PMO Treatment

Splenocytes from either 86 or NOD mice, at a concen-
tration of 1 to 2 million cells, were plated onto a 12 well
plate in Mouse Complete Media. Concanavalin A (Sigma-
Aldrich, St. Louis, Mo.) was added at 1 ng/mL per well to
induce lymphocyte activation. Lyophilized CTLA-4 PMOs
were suspended in sterile PBS and added to specified well
cultures. Well plates were incubated at 37° C. for 24 hours.

RNA Extraction

Splenocyte RNA was extracted using Qiagen’s RNeasy
Mini Kit (Qiagen USA, Valencia, Calif.) as per manufac-
turer’s protocol. All isolated RNA was stored at —80° C.

RT-PCR

To convert isolated RNA to DNA and amplify, Invitro-
gen’s SuperScript™ III One-Step RT-PCR System with
Platinum® Taq DNA Polymerase (Invitrogen, Carlsbad,
Calif.) was used according to the manufacture’s protocol.
Targeting the full length CTLLA-4 transcript, the following
primers were designed from GenBank accession number
NM_009843:F 5'-ACA CAT ATG TAG CAC GTA CCT
TGG A-3' (SEQ ID NO:32) and R 5'-GGA ATT TTG CAT
CCA GCT TTC TAT-3' SEQ ID NO:33). To amplify a
portion of the ICOS transcript, the primers F 5'-AAG CCG
TAC TTC TGC CGT-3' (SEQ ID NO:34) and R 5'-CCA
CAA CGA AAG CTG CAC-3' (SEQ ID NO:35) were
designed from GenBank accession number BC034852.
Primers targeting the CD28 transcript, F 5-ATG ACA CTC
AGG CTG CTG-3' (SEQ ID NO:36) and R 5-GCA AGC
CAT AAC AAA ACA G-3' SEQ ID NO:37), were designed
from GenBank accession number BC034852. All RT-PCR
runs were completed on BioRad iCycler iQ Real-Time PCR
Detection System (Bio-Rad Laboratories, Hercules, Calif.)
according to the following protocol: reverse-transcription
reaction at 50° C. for 30 min, DNA polymerase activation at
95° C. for 15 min, 40 cycles of 95° C. denaturation for 30
sec, annealing for 45 sec at 52° C., and extension for 1 min
at 72° C., and finally a final extension for 10 min at 72° C.
All RT-PCR products were stored at =20° C.
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qRT-PCR

The ICTLA-4 and liCTLA-4 quantitative RT-PCR (qRT-
PCR) probes and primers were designed by Vijayakrishnan
et. al. (Vijayakrishnan, Slavik et al. 2004). The full-length
CTLA-4 (ICTLA-4) forward (5' ACT CAT GTA CCC ACC
GCC A 3" (SEQ ID NO:38), fICTLA-4 reverse (5' GGG
CAT GGT TCT GGA TCA 3" (SEQ ID NO:39) and
fICTLA-4 probe (5' CAT GGG CAA CGG GAC GCA GAT
TTAT 3" (SEQ ID NO:40) oligonucleotides are as shown.
The ligand independent CTLA-4 (1iCTLA-4) forward (5'
GCC TTT TGT AGC CCT GCT CA 3" (SEQ ID NO:41),
liCTLA-4 reverse (5' TCA GAA TCC GGG CAT GGT T
3"(SEQ ID NO:42) and liCTLA-4 probe (5' TTC TTT TCA
TCC CAG TCT TCT CTG AAG ATC CA 3)SEQ ID
NO:43) primers are also as shown. The PCR protocol was 10
min at 50° C., 5 min 95° C. and 45 cycles of 95° C. for 10
sec, 58° C. for 30 sec, and 72° C. for 45 sec.

Example 1A

Splice-Altered mRNAs Derived from B6 and NOD
Splenocytes after Treatment with PMOs Targeting
Splice Donor or Splice Acceptor Sequences

CTLA-4 mRNA isoforms were examined by RT-PCR
using messenger RNA (mRNA) isolated from B6 spleno-
cytes stimulated with mitogen and treated with the various
PMOs (10 micromolar) in culture for 24 hours. Alterations
to the size of the products were observed by agarose gel
electrophoresis stained with EtBr and are shown in FIG. 4A.
PMOs targeting splice acceptor sites (SA) were more effi-
cient for altering splicing compared to those targeting splice
donor sites (SD). FIG. 48 shows the results of RT-PCR
examination of mRNA derived from NOD splenocytes
treated with PMOs. A similar splice alteration pattern as was
seen for PMO-treated B6 splenocytes is induced in cells
treated with as little as 0.5 micromolar PMO targeting SA2
(muCTLA-4SA2; SEQ ID NO:11). FIG. 4C is a control
experiment and shows that protein molecules related to
CTLA-4 (ICOS and CD28) Put lacking target homology are
unaffected by treatment with CTL.A-4 splice altering PMOs.
Splenocytes derived from B81 and NOD mice were treated
with PMOs and mRNA splice patterns for CD28 and ICOS,
molecules related to CTLA-4, were examined by RT-PCR.
No alterations to the mRNAs encoding these molecules were
detected.

An examination of the alterations made to the CTLA-4
mRNA sequence after treatment with splice altering PMOs
was performed to determine if the expected CTLA-4 open
reading frames was maintained. The PCR amplicons shown
in FIG. 4A were gel isolated, cloned and sequenced to
determine the integrity of the polypeptide open reading
frame (ORF). The predicted sequence (shown in FIG. 5) as
a result of antisense induced excision of exon 2 was obtained
with the splice acceptor exon 2 targeting PMO (muCTLA-
4SA2; SEQ ID NO:11). Although some of the clones
sequenced from cells treated with the exon 3 targeting PMOs
were as predicted the dominant sequence was similar to a
natural occurring splice form of CTLA-4 form found in rats
(GenBank accession number U90271).

Example 1B
Splice-Site Region, Dose, and Specificity Effects

Targeting of sequences surrounding the intron/exon
boundary was conducted, employing PPMOs flanking both
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sides of the SA2 intron-exon boundary as well sequences
inside the intron and axon (FIG. 12A). As seen in FIG. 12C,
sequences positioned both at the exon side of the SA2
intron/exon boundary (lane 5, SEQ ID NO: 11) and at the
intron side of the SA2 intron/exon boundary (lane 4, SEQ ID
NO: 23) were effective in inducing iCTLA-4. In addition, a
PPMO oligomer sequence positioned 67 bp into the exon
(lane 8) was also potent in inducing the altered splice form
of the CTLA-4 mRNA.

The activity of the SA2 PPMO (SEQ ID NO: 11) was
examined to determine if induction of liCTLA-4 behaves in
a dose dependent manner, with the results shown in FIG.
13A. In this figure, the lanes represent: (lane 1) $X-Hae III,
(lane 2) Control, No Treatment, (lane 3) 0.1 um, (lane 4) 0.5
um, (lane 5) 1 um, (lane 6) 2 um, and lane (7) 5 pm SA2
oligomer. As seen in the figure, splicing was observed in
cells treated with as little as 0.1 pM with about 10-20%
altered product and at concentration between 2-5 pM with
~100% altered product.

Splicing profiles of other costimulatory molecules related
to CTLA-4 were examined to determine if they were
affected by treatment with CTLA-4 PPMO. RNA was iso-
lated from cultured NOD splenocytes after treatment with
PPMO and examined by RT-PCR using primer pairs specific
for CD28 or ICOS to determine if the splice patterns of these
mRNA remained normal (FIG. 35). No alterations to these
molecules were detected for either ICOS or CD28, at any of
the increasing concentration of SA2 oligomer, as seen in
FIG. 13B.

Example 2

The Effect of CTLA-4 Splice Altering PMOs on T
Cell Activation, Proliferation and Adhesion Activity

The early activation T cell marker CD69 was examined by
flow cytometry after 16 hr treatment with anti-CD3 antibody
and with or without treatment with muCTLA-4SA2 PMO
(SEQ ID NO:11) at a 5 micromolar concentration. The
resulting diminution in CD69 expression compared to
untreated stimulated cells demonstrates an influence of the
PMO on the activation state of the T cells. The graph in FIG.
6 shows CD69 levels gated on CD4 + cells.

The influence of splice altering CTLA-4 PMOs on cell
proliferation is shown in FIG. 7. Purified mouse T cells were
labeled with CFSE and then stimulated with anti-CD3
antibody. The cells were cultured for 48 hrs with either PMO
(5 micromolar) or anti-CTL.A-4 antibody or isotype. Cellu-
lar division was examined by flow cytometry gating on live
cells. Proliferation was inhibited by the CTLA-4 agonist
antibody and by treatment with the muCTLA-4SA2 PMO
compared to controls as shown in FIG. 7.

The effect of splice alterations in CTL.A-4 on the adhesion
activity of T cells is shown in FIG. 8. Costimulation through
CTLA-4 has been reported to enhance the adhesion quality
of T cells via the capping LFA-1 and subsequent binding to
ICAM-1. The EL4 T cell line was used to examine the effect
of CTLA-4 splice altering PMOs on T cell adhesion to
ICAM-1. Cells were pretreated with PMO (5 micromolar)
for 16 hrs or not and then plated onto triplicate wells of a 96
well plate pre-coated with ICAM-1 (12.5 microgram/ml).
Cells were then stimulated with anti-CD3 with or without
CD28 or CTLA-4 (CD152) (both at 10 microgram/ml)
costimulation for 1 hr. The loose cells were removed by
inverting the plate. The remaining cells were enumerated
using a hemocytometer.
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Example 3A

In Vivo Influence of Splice Alteration in CTLA-4
on Diabetes in the NOD Mouse

An assessment of the splice altering capability of the SA2
PPMO was carried out to determine if in vivo administration
would induce the iCTLA-4 form. Female NOD mice (n=6/
group) were injected via intraperitoneal (i.p.) route with SA2
(PPMO, SEQ ID NO:11) or saline control once a day for 10
days. On day 10, 3 mice from each of the treatment groups
were injected via intravenous (i.v.) route of administration
with a-CD3 antibody. Four hours after antibody treatment
the pancreatic lymph node was harvested from each animal
and processed for isolation of total mRNA. RT-PCR analysis
was used to confirm if antisense treatment resulted in an
increased expression of liCTLLA-4. The resulting cDNAs
were examined by agarose gel electrophoresis to determine
if a band of the predicted size of liCTL.A-4 was observable.
All animals receiving the SA2 treatments with or without the
addition of a-CD3 exhibited cDNA bands of the approxi-
mate predicted size for both fiICTLA-4 and liCTLA-4, while
no observable liCTLA-4 band was present in any of the
saline treated animals. Both upper and lower bands were
later verified by sequencing to be the CTLA-4 splice forms
(data not shown). Using the same samples, analysis by Real
time RT-PCR with a FAM probe specific for the iCTLA-4
was performed to measure level of expression for the
various treatment groups (FIG. 14), where the lanes repre-
sent: Lane: 1) 100 bp ladder, lane 2) blank, lanes 3-5, saline
treated animals, lanes 6-8, SA2 treated animals, and lanes
9-11, SA2+a-CD3 treated animals. As seen, treatment with
PPMO alone produced a marked increase in expression of
liCTLA-4 over the saline treatment. Additionally there was
a significant increase in LICTLA-4 expression (p=0.01
ANOVA) in animals receiving a-CD3 in combination with
the PPMO. It was verified that the a.-CD3 treatment alone
does not induce liCTLA-4 expression in NOD mice by
RT-PCR (data not shown), thus confirming that PPMO is
responsible for in vivo expression of the isoform.

Example 3B
Treatment of NOD Mice with CTLA-4 PMOs

To examine the in vivo effect of the CTLA-4 splice
altering PPMOs, NOD female mice were treated with splice
altering PPMOs muCTLA-4SA2 or muCTLA-4SA3 (SEQ
ID NOs: 11 and 12, respectively) or a PPMO targeting
translation of the CTLA-4 protein AUG (see Materials and
Methods). Animals (n=12/group) were treated with PPMO
(150 microgram i.p.) in 200 microliter saline for 2 weeks
starting at age 8 weeks and blood sugar levels (b.s.l.)
monitored weekly. Animals exhibiting a b.s.l. above 250
were terminated. As shown in FIG. 9, animals treated with
muCTLA-4SA2 developed disease at a point ~2 weeks later
than controls. A greater percentage of animals developed
disease when treated with the muCTLA-4SA3 PMO.

To examine the effect of a therapeutic treatment of NOD
mice with the muCTLA-4SA2 PMO, a series of animals
were monitored weekly for b.s.l. Treatment with muCTLA-
4SA2 PMO (200 micrograms/day i.p. for 14 days) began
when b.s.l. exceeded 140 mg/dl regardless of the age on the
animal. b.s.l. was monitored until the animal reached at least
24 weeks of age or b.s.l. exceeded 250 mg/dl at which time
the animal was euthanized. FIG. 10A shows the results for
animals beginning treatment with a b.s.l. below 180 mg/dl.
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90% of the mice responded to the therapy by exhibiting a _continued
decrease in b.s.l. 50% exhibited a prolonged (24 weeks of
age or greater) maintenance of normal b.s.1. FIG. 10B shows SEQUENCE LISTING

the results for animals beginning treatment with a b.s.l.

. SE
above 180 mg/dl. 50 percent of the animals demonstrated a 5 Q
. A A . . . Name Target Sequences (5' to 3') ID NO
reduction in b.s.l. with one animal transiently returning to
near normal levels. Oligomer Targeting Sequences (5' to 3')
huCTLA-4SA2ex GCA GGC TGG GCC ACG TGC ATT 4
a
SEQUENCE LISTING 10
huCTLA-4SA2s§ CAC GTG CAT TGC TAG CAT GG 5
SEQ
Name Target Sequences (5' to 3') ID NO huCTLA-4SA2bp CTA GCA TGG AAA AGC CAA AG 6
huCTLA-45A28]  GCATGAGTTCACTGAGTTC 1 huCTLA-4SA2in GGA ACT CAG TGA ACT CAT GC 7
CCTTTGGCTTTTCCATGCT s
AGCAATGCACGTGGCCCAG MUCTLA-4SAZex GGT TGG GTC ACC TGT ATG G 11
CCTGCTGTGGTACTGGCCA
GCAGCCGAGGCATCGCCAG MUCTLA4-SA2in CAT GGA AAG TCC AAA GGG C 23
CTTTG
MUCTLA-4SA3 CCE GGC ATG GTT CTG GAT C 12
huCTLA-4SA2ex CAATGCACGTGGCCCAGCCT 2
20
GCTGTGGTACTGGCCAGCAG MUCTLA-4SD2 GTA AGG CGG TGG GTA CAT G 13
CCGAGGCATCGCCAGCTTTE
) MUCTLA-4SD3 CAT CTT GCT CAA AGA AAC AG 14
huCTLA-4SA2in GCATGAGTTCACTGAGTTCC 3
CTTTGGCTTTTCCATGCTAG )
Peptide Sequences*
huCTLA-48A2s5' CTTTGGCTTTTCCATGCTAG 22 25
CAATGCACGTGGCCCAGCCT P003 RoF,C 15
ac
P007 (RAhXR) ,AhxpAla 16
MUCTLA-4SA25] TCATGAGCCCACTAAGTGCC 8
CTTTGGACTTTCCATGTCAG P008 (RAhx) gpAla 17
CCATACAGGTGACCCAACCT 30
TCAGTGGTGTTGGCTAGCAG RX4 (RAhx) ,BAla 18
CCATGGTGTCGCCAGCTTTC
RXR2 (RAhXR) ,AhxpAla 19
MUCTLA-4SA2ex CCATACAGGTGACCCAACCT 9
TCAGTGGTGTTGGCTAGCAG RBS (RPAla) s 20
CCATGGTGTCGCCAGCTTTC 35
CP06062 (RAhXRRPALaR) ,AhxpAla 21

muCTLA-4SA2in TCATGAGCCCACTAAGTGCC 10
CTTTGGACTTTCCATGTCAG

*Standard one letter amino acid code used except for 6-amino-
hexanoic acid (Ahx) and beta-alanine (fala)

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 44

<210> SEQ ID NO 1

<211> LENGTH: 100

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 1

gcatgagttc actgagttcce ctttggettt tecatgctag caatgcacgt ggeccagect 60
gctgtggtac tggccagcag ccgaggcatc gccagetttg 100
<210> SEQ ID NO 2

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 2

caatgcacgt ggcccagect getgtggtac tggecagcag ccgaggcatce gecagetttg 60
<210> SEQ ID NO 3

<211> LENGTH: 40

<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
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<400> SEQUENCE: 3

gcatgagttc actgagttcc ctttggettt tccatgetag

<210> SEQ ID NO 4

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 4

gecaggcetggg ccacgtgcat tg

<210> SEQ ID NO 5

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 5

cacgtgcatt gctagcatgg

<210> SEQ ID NO 6

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 6

ctagcatgga aaagccaaag

<210> SEQ ID NO 7

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 7

ggaactcagt gaactcatgc

<210> SEQ ID NO 8

<211> LENGTH: 100

<212> TYPE: DNA

<213> ORGANISM: Mus musculus

<400> SEQUENCE: 8

tcatgagccce actaagtgcce ctttggactt tccatgtcag ccatacaggt gacccaacct
tcagtggtgt tggctagcag ccatggtgtc gccagetttce
<210> SEQ ID NO 9

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Mus musculus

<400> SEQUENCE: 9

ccatacaggt gacccaacct tcagtggtgt tggctagcag ccatggtgte gecagettte

<210> SEQ ID NO 10

<211> LENGTH: 40

<212> TYPE: DNA

<213> ORGANISM: Mus musculus

40

22
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<400> SEQUENCE: 10

tcatgagcce actaagtgece ctttggactt tccatgtcag

<210> SEQ ID NO 11

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 11

ggttgggtca cctgtatgg

<210> SEQ ID NO 12

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 12

cegggeatgyg ttetggate

<210> SEQ ID NO 13

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 13

gtaaggcggt gggtacatg

<210> SEQ ID NO 14

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic oligonucleotide

<400> SEQUENCE: 14

catcttgete aaagaaacag

<210> SEQ ID NO 15

<211> LENGTH: 12

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic arginine-rich peptide

<400> SEQUENCE: 15

Arg Arg Arg Arg Arg Arg Arg Arg Arg Phe Phe Cys
1 5 10

<210> SEQ ID NO 16

<211> LENGTH: 14

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic arginine-rich peptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (2)..(13)

<223> OTHER INFORMATION: Xaa is é-aminohexanoic acid
<220> FEATURE:

<221> NAME/KEY: MOD_RES

40

19

19

19

20
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<222> LOCATION: (14)..(14)
<223> OTHER INFORMATION: Xaa is beta-alanine

<400> SEQUENCE: 16

Arg Xaa Arg Arg Xaa Arg Arg Xaa Arg Arg Xaa Arg Xaa Xaa
1 5 10

<210> SEQ ID NO 17

<211> LENGTH: 17

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic arginine-rich peptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (2)..(16)

<223> OTHER INFORMATION: Xaa is é-aminohexanoic acid
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (17)..(17)

<223> OTHER INFORMATION: Xaa is beta-alanine

<400> SEQUENCE: 17

Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa
1 5 10 15

Xaa

<210> SEQ ID NO 18

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic arginine-rich peptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (2)..(8)

<223> OTHER INFORMATION: Xaa is é-aminohexanoic acid
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (9)..(9)

<223> OTHER INFORMATION: Xaa is beta-alanine

<400> SEQUENCE: 18

Arg Xaa Arg Xaa Arg Xaa Arg Xaa Xaa
1 5

<210> SEQ ID NO 19

<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic arginine-rich peptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (2)..(7)

<223> OTHER INFORMATION: Xaa is é-aminohexanoic acid
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (8)..(8)

<223> OTHER INFORMATION: Xaa is beta-alanine

<400> SEQUENCE: 19

Arg Xaa Arg Arg Xaa Arg Xaa Xaa
1 5

<210> SEQ ID NO 20

<211> LENGTH: 16

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
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<223> OTHER INFORMATION: Synthetic arginine-rich peptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (2)..(16)

<223> OTHER INFORMATION: Xaa is beta-alanine

<400> SEQUENCE: 20

Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa Arg Xaa
1 5 10 15

<210> SEQ ID NO 21

<211> LENGTH: 14

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic arginine-rich peptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: 2, 8, 13

<223> OTHER INFORMATION: Xaa is é-aminohexanoic acid
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: 5, 11, 14

<223> OTHER INFORMATION: Xaa is beta-alanine

<400> SEQUENCE: 21

Arg Xaa Arg Arg Xaa Arg Arg Xaa Arg Arg Xaa Arg Xaa Xaa
1 5 10

<210> SEQ ID NO 22

<211> LENGTH: 42

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 22

ctttggettt tccatgetag caatgeacgt ggcccagect ge

<210> SEQ ID NO 23

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 23

catggaaagt ccaaagggc

<210> SEQ ID NO 24

<211> LENGTH: 107

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Altered CTLA-4 using splice altering PMO

<400> SEQUENCE: 24

Met Ala Cys Leu Gly Leu Arg Arg Tyr Lys Ala Gln Leu Gln Leu Pro
1 5 10 15

Ser Arg Thr Trp Pro Phe Val Ala Leu Leu Thr Leu Leu Phe Ile Pro
20 25 30

Val Phe Ser Glu Asp Pro Glu Pro Cys Pro Asp Ser Asp Phe Leu Leu
35 40 45

Trp Ile Leu Val Ala Val Ser Leu Gly Leu Phe Phe Tyr Ser Phe Leu
50 55 60

Val Thr Ala Val Ser Leu Ser Lys Met Leu Lys Lys Arg Ser Pro Leu
65 70 75 80

Thr Thr Gly Val Tyr Val Lys Met Pro Pro Thr Glu Pro Glu Cys Glu
85 90 95

42

19



US 9,487,786 B2
33

-continued

Lys Gln Phe Gln Pro Tyr Phe Ile Pro Ile Asn
100 105

<210> SEQ ID NO 25

<211> LENGTH: 36

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 25

Met Ala Cys Leu Gly Leu Arg Arg Tyr Lys Ala Gln Leu Gln Leu Pro
1 5 10 15

Ser Arg Thr Trp Pro Phe Val Ala Leu Leu Thr Leu Leu Phe Ile Pro
20 25 30

Val Phe Ser Glu
35

<210> SEQ ID NO 26

<211> LENGTH: 71

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 26

Asp Pro Glu Pro Cys Pro Asp Ser Asp Phe Leu Leu Trp Ile Leu Val
1 5 10 15

Ala Val Ser Leu Gly Leu Phe Phe Tyr Ser Phe Leu Val Thr Ala Val
20 25 30

Ser Leu Ser Lys Met Leu Lys Lys Arg Ser Pro Leu Thr Thr Gly Val
35 40 45

Tyr Val Lys Met Pro Pro Thr Glu Pro Glu Cys Glu Lys Gln Phe Gln
50 55 60

Pro Tyr Phe Ile Pro Ile Asn
65 70

<210> SEQ ID NO 27

<211> LENGTH: 174

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Altered CTLA-4 using splice altering PMO

<400> SEQUENCE: 27

Met Ala Cys Leu Gly Leu Arg Arg Tyr Lys Ala Gln Leu Gln Leu Pro
1 5 10 15

Ser Arg Thr Trp Pro Phe Val Ala Leu Leu Thr Leu Leu Phe Ile Pro
20 25 30

Val Phe Ser Glu Ala Ile Gln Val Thr Gln Pro Ser Val Val Leu Ala
35 40 45

Ser Ser His Gly Val Ala Ser Phe Pro Cys Glu Tyr Ser Pro Ser His
50 55 60

Asn Thr Asp Glu Val Arg Val Thr Val Leu Arg Gln Thr Asn Asp Gln
65 70 75 80

Met Thr Glu Val Cys Ala Thr Thr Phe Thr Glu Lys Asn Thr Val Gly
85 90 95

Phe Leu Asp Tyr Pro Phe Cys Ser Gly Thr Phe Asn Glu Ser Arg Val
100 105 110

Asn Leu Thr Ile Gln Gly Leu Arg Ala Val Asp Thr Gly Leu Tyr Leu
115 120 125

Cys Lys Val Glu Leu Met Tyr Pro Pro Pro Tyr Phe Val Gly Met Gly
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130 135 140

Asn Gly Thr Gln Ile Tyr Val Ile Ala Lys Glu Lys Lys Ser Ser Tyr
145 150 155 160

Asn Arg Gly Leu Cys Glu Asn Ala Pro Asn Arg Ala Arg Met
165 170

<210> SEQ ID NO 28

<211> LENGTH: 174

<212> TYPE: PRT

<213> ORGANISM: Rattus norvegicus

<400> SEQUENCE: 28

Met Ala Cys Leu Gly Leu Gln Arg Tyr Lys Thr His Leu Gln Leu Pro
1 5 10 15

Ser Arg Thr Trp Pro Phe Gly Val Leu Leu Ser Leu Leu Phe Ile Pro
20 25 30

Ile Phe Ser Glu Ala Ile Gln Val Thr Gln Pro Ser Val Val Leu Ala
35 40 45

Ser Ser His Gly Val Ala Ser Phe Pro Cys Glu Tyr Ala Ser Ser His
50 55 60

Asn Thr Asp Glu Val Arg Val Thr Val Leu Arg Gln Thr Asn Asp Gln
65 70 75 80

Val Thr Glu Val Cys Ala Thr Thr Phe Thr Val Lys Asn Thr Leu Gly
85 90 95

Phe Leu Asp Asp Pro Phe Cys Ser Gly Thr Phe Asn Glu Ser Arg Val
100 105 110

Asn Leu Thr Ile Gln Gly Leu Arg Ala Ala Asp Thr Gly Leu Tyr Phe
115 120 125

Cys Lys Val Glu Leu Met Tyr Pro Pro Pro Tyr Phe Val Gly Met Gly
130 135 140

Asn Gly Thr Gln Ile Tyr Val Ile Ala Lys Glu Lys Lys Ser Ser Tyr
145 150 155 160

Asn Arg Gly Leu Cys Glu Asn Ala Pro Asn Arg Ala Arg Met
165 170

<210> SEQ ID NO 29

<211> LENGTH: 101

<212> TYPE: DNA

<213> ORGANISM: Mus musculus

<400> SEQUENCE: 29

gatcatgagce ccactaagtg ccctttggac tttccatgte ageccatacag gtgacccaac
cttcagtggt gttggetage agecatggtyg tegeegettt ¢

<210> SEQ ID NO 30

<211> LENGTH: 96

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 30

gcatgagttc actgagttcc ctttggettt tccatgetag caatgcacgt ggeccagect
getgtggtac tggccagcag cegaggcate gecage

<210> SEQ ID NO 31

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

60

101

60

96
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<223> OTHER INFORMATION: Synthetic oligonucleotide
<400> SEQUENCE: 31

ccaagacaag ccatggcetgg

<210> SEQ ID NO 32

<211> LENGTH: 25

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 32

acacatatgt agcacgtacc ttgga

<210> SEQ ID NO 33

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 33

ggaattttge atccagettt ctat

<210> SEQ ID NO 34

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 34

aagccgtact tctgeegt

<210> SEQ ID NO 35

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 35

ccacaacgaa agctgcac

<210> SEQ ID NO 36

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 36

atgacactca ggctgetg

<210> SEQ ID NO 37

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 37

gcaagccata acaaaacag

20

25

24

18

18

18

19
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<210> SEQ ID NO 38

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 38

actcatgtac ccaccgcca 19

<210> SEQ ID NO 39

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 39

gggcatggtt ctggatca 18

<210> SEQ ID NO 40

<211> LENGTH: 25

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: f1CTLA-4 probe

<400> SEQUENCE: 40

catgggcaac gggacgcaga tttat 25

<210> SEQ ID NO 41

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 41

gccttttgta gecctgetcea 20

<210> SEQ ID NO 42

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer

<400> SEQUENCE: 42

tcagaatccg ggcatggtt 19

<210> SEQ ID NO 43

<211> LENGTH: 32

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: 1iCTLA-4 probe

<400> SEQUENCE: 43

ttcttttcat cccagtctte tcectgaagate ca 32

<210> SEQ ID NO 44

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic arginine-rich peptide
<220> FEATURE:
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42

-continued

<221>
<222>
<223>
<220>
<221>
<222>
<223>

NAME/KEY: MOD_RES
LOCATION: (12)..(12)

FEATURE:

NAME/KEY: MOD_RES

LOCATION: (13)..(13)

OTHER INFORMATION: Xaa is beta-alanine

<400> SEQUENCE: 44

Arg Arg Arg Arg Arg Arg Arg Arg Arg Phe Phe Xaa Xaa
1 5 10

OTHER INFORMATION: Xaa is 6-aminohexanoic acid

It is claimed:

1. A phosphorodiamidate morpholino antisense oligo-
nucleotide of 12 to 40 bases comprising a base sequence that
is 100% complementary to contiguous bases of human
CTLA-4 pre-mRNA, wherein the base sequence comprises
at least 12 contiguous bases that are 100 complementary to
SEQ ID NO: 22, and wherein the phosphorodiamidate
morpholino antisense oligonucleotide induces skipping of
exon 2 of the human CTLA-4 pre-mRNA.

2. The phosphorodiarnidate morpholino antisense oligo-
nucleotide of claim 1, wherein the oligonucleotide is of 15
to 25 bases.

3. The phosphorodiamidate morphohno antisense oligo-
nucleotide of claim 2, wherein the base sequence comprises
at least 15 consecutive bases that are 100% complementary
to SEQ ID NO: 22.

4. The phosphorodiamidate morpholino antisense oligo-
nucleotide of claim 1, further comprising a polyethylene
glycol moiety.

5. The phosphorodiamidate morpholino antisense oligo-
nucleotide of claim 1, wherein the phosphorodiamidate
morpholino antisense oligonucleotide comprises phospho-
rus-containing intersubunit linkages in accordance with the

structure:
Y,
.oj/ P;
|

where Y,—O, Z—O, Pj is a purine or pyrimidine base-
pairing moiety effective to bind, by base-specific
hydrogen bonding, to a base in a polynucleotide, and X
is an alkyl amine of form the NR,, where R is inde-
pendently methyl or H.

6. The phosphorodiamidate morpholino antisense oligo-
nucleotide of claim 5, wherein X is 1-piperazine for at least
2 and no more than half of the total number of phosphorus-
containing intersubunit linkages in the phosphorodiamidate
morpholino antisense oligonucleotide.

7. The phosphorodiamidate morpholino antisense oligo-
nucleotide of claim 1, wherein the phosphorodiamidate
morpholino antisense oligonucleotide is linked to an argi-
nine-rich peptide.

8. A pharmaceutical composition comprising: (a) a phos-
phorodiamidate morpholino antisense oligonucleotide of 12
to 40 bases comprising a base sequence that is 100%
complementary to contiguous bases of human CTLA-4
pre-mRNA, wherein the base sequence comprises at least 12
contiguous bases that are 100% complementary to SEQ ID

15

20

25

30

40

45

NO: 22, the region of SEQ ID NO: 1 targeted by the
overlapping sequences identified by SEQ ID NOS: 46, and
wherein the phosphorodiamidate morpholino antisense oli-
gonucleotide induces skipping of exon 2 of the human
CTLA-4 pre-mRNA; and (b) pharmaceutically acceptable
carrier.

9. The pharmaceutical composition of claim 8, wherein
the phosphorodiamidate morpholino antisense oligonucle-
otide is of 15 to 25 bases.

10. The pharmaceutical composition of claim 9, wherein
the base sequence comprises at least 15 consecutive bases
that are 100% complementary to SEQ ID NO 22.

11. The pharmaceutical composition of claim 8, further
comprising a polyethylene glycol moiety.

12. The pharmaceutical composition of claim 8, wherein
the phosphorodiamidate morpholino antisense oligonucle-
otide comprises phosphorus-containing intersubunit link-
ages in accordance with the structure:

where Y,—0O Z—0, Pj is a purine or pyrimidine base-
pairing moiety effective to bind, by base-specific
hydrogen bonding, to a base in a polynucleotide, and X
is an alkyl amine of form the NR,, where R is inde-
pendently methyl or H.

13. The phosphorodiami date morpholino antisense oli-
gonucleotide of claim 12, wherein X is 1-piperazine for at
least 2 and no more than half of the total number of
phosphorus-containing intersubutnit linkages in the phos-
phorodianiidate morphohno antisense oligonucleotide.

14. The phosphorodiamidate morpholino antisense oligo-
nucleotide of claim 8, wherein the phosphorodiamidate
morpholino antisense oligonucleotide is linked to an argi-
nine-rich peptide.

15. A morpholino antisense oligonucleotide of 12 to 40
bases comprising a base sequence that is 100% complemen-
tary to SEQ ID NO: 22, wherein the morpholino antisense
oligonucleotide induces skipping of exon 2 of CTLA-4
pre-mRNA.

16. The morpholino antisense oligonucleotide of claim
15, wherein the oligonucleotide is of 15 to 25 bases.

17. The morpholino antisense oligonucleotide of claim
15, wherein the oligonucleotide is of 18 to 25 bases.

18. The morpholino antisense oligonucleotide of claim
15, further comprising a polyethylene glycol moiety.
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19. The morpholino antisense oligonucleotide of claim
15, wherein the morpholino antisense oligonucleotide com-
prises phosphorus-containing intersubunit linkages in accor-
dance with the structure:

Yy 10

| 15

where Y,—O, Z—O, Pj is a purine or pyrimidine base-
pairing moiety effective to bind, by base-specific
hydrogen bonding, to a base in a polynucleotide, and X
is selected from alkyl, alkoxy, thioalkoxy, and alkyl
amino.

20. The morpholino antisense oligonucleotide of claim
19, wherein X is 1-piperazine for at least 2 and no more than
half of the total number of phosphorus-containing intersub-
unit linkages in the morpholino antisense oligonucleotide.

21. The morpholino anti sense oligonucleotide of claim
15, wherein the morpholino antisense oligonucleotide is
linked to an arginine-rich peptide.

#* #* #* #* #*



